U.S. Patent Application No. 10/533,742 
Attorney Docket No. 60023150-0010 



In the Claims 

Please amend the Claims as follows. 

1. {Withdrawn) A method tor enhancing the soiubilisation of at least one proteinaceous 
macromoSecule in a biological sample without inducing substantial acid hydrolysis of said 
proteinaceous macromolecule, said method comprising- incubating the biological sample in a 
soiubilisation reagent at a pH between about pH 1.0 and about pi I 6 0 

2. (Withdrawn) The method according to claim I , wherein the soiubilisation reagent has a pH of 
between about. pH 1-0 and about pH 6, 0. 

3 . (Withdrawn) The method according to claim 1 , wherein the biological sample is incubated in 
a soiubilisation reagent at a pH of between about pH 2 to about pE 5. 

4. (Withdrawn) The method according to claim I , wherein the biological sample is incubated in 
a soiubilisation reagent at a pH of between about pH 3 to about pH 4. 

5. (Withdrawn) The method according to claim 1 , wherein the biological sample is incubated in 
a soiubili sation reagent at a pH of between about pH 2 to about pH 3. 

6. (Withdrawn) The method according to claim 1 , wherein the proteinaceous macromolecule is 
solubilised in the presence of an aqueous acidic reagent selected from the group consi sti ng of an 
organic acid solution, inorganic acid solution, acidic buffer, amino acid solution or a mixture 
thereof 

7. (Withdrawn) The method according to claim 6, wherein the organic acid is selected from the 
group consisting of an ascorbic acid, carboxyiic acid and poly carboxyiic acid, or a derivative or 
mixture thereof 

8. (Withdrawn) The method according to claim 7, wherein the carboxyiic acid is selected from 
the group consi sting of formic acid, acetic acid, propionic acid, butyric acid, valeric acid, and 
benzoic acid, or a deri vative or mixture thereof 

9. (Withdrawn) The method according to claim 7, wherein the poly carboxyiic acid is selected 
from the group consisting of oxalic acid and citric acid or a derivative or mixture thereof. 
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1 0. (Withdrawn) The method according to claim 6, wherein the inorganic acid is selected from 
the group consisting of phosphoric acid, and orthophosphoric acid or a derivative or mixture 
thereof. 

1 1 . (Withdrawn) The method of claim 6, wherein the acidic buffer comprises acitrophospho 
buffer. 

12. (Withdrawn) The method of claim 1 wherein the solubilisation reagent comprises a 
chaotropic agent. 

13. (Withdrawn) The method of claim 1 wherein the solubilisation reagent comprises a 
detergent. 

14. (Withdrawn) The method according to claim 1 wherein the biological sample is subjected to 
a physical or chemical means to disrupt the biological sample. 

1 5. (Withdrawn) The method according to claim 1 , further comprising recovering the at least one 
solubilised proteinaceous macromoiecule. 

16. (Withdrawn) The method according to claim 15, wherein the solubiiized proteinaceous 
macromoiecule is recovered by performing a. process comprising precipitating the at least one 
soiubi 1 i sed macromol ecu] e. 

17. (Withdrawn) The method according to claim 1, wherein the solubiiized proteinaceous 
macromoiecule is recovered by performing a process comprising precipitating and resuspending 
the protein precipitate. 

18. (Withdrawn) The method according to claim 1 further comprising reducing and alkylating 
the resuspended protein precipitate. 

19. (Previously presented) A method of soJubilising at least one proteinaceous macromoiecule 
comprised by a biological sample, the method comprising: 

(i) forming a mixture comprising a buffer, a chaotropic agent and a biological sample 
comprising at least one proteinaceous macromoiecule, atapH between about pB 1.0 and pH 7; 
and 

(ii) disrupting the biological sample in the presence of the buffer and the chaotropic 
agent, at a pH between about pH TO and about pE 6.0. 
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20-23 (Canceled). 

24. (Withdrawn) A kit for enhancing solubiHsation of a proteinaceous macromolecule a 
bioloi t mph thout inducing substantial acid hydrolysis of said proteinaceous 
macromolecule, the kit comprising a solubiHsation reagent to solubilise at least one 
macromolecule in a biological sample, wherein the solubiHsation reagent has a pH of about pH 1 
to about pH 6 and optionally comprising directions to solubiHse and/or recover a macromolecule 
in a biological sample, and/or directions to resolve a macromolecule in a biological sample. 

25. (Withdrawn) A proteinaceous macromolecule solubiiised by the method according to claim 
L 

26. (Withdrawn) Use of an acidic reagent having a pH of about pH 1 to about pH 6 in the 
preparation of an solubilization reagent solution for use in soluhiiising a proteinaceous 
macromolecule from a biological sample, without inducing substantial acid hydrolysis of said 
proteinaceous macromolecule. 

27. (Previously presented) A method of solubiiising at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim 19. wherein the disrupting the 
biological sample is selected from the group consisting of enzymatically lysing the sample, 
grinding the sample, cooling the sample in liquid nitrogen, glass bead beating the sample, 
incubating the sample in toluene, sonicating the sample, and a combination thereof 

28. (Previously presented) A method of soluhiiising at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim 19, wherein the disrupting the 
biological sample comprises sonicating the sample. 

29. (Previously presented) A method of solubihsing at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim 19, wherein the pH is between about 
pH 2 and pH 5. 

30. (Previously presented) A method of solubihsing at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with, claim 19, wherein the buffer comprises an 
acid selected from the group consisting of ascorbic acid, benzoic acid, formic acid, acetic acid, 
propionic acid, buty ric acid, valeric acid, an amino acid, citric acid, ascorbic acid, 
orthophosp boric acid and a combination thereof 

Page 4 of 1 1 



U.S. Patent Application No. 10/533,742 
Attorney Docket No. 60023150-0010 



31 . (Currently amended) A method of soluhUising at least one proteinaceous macromoiecule 
comprised by a biological sample in accordance with claim 19, wherein the chaotropic agent is 
sel-eete-d -from ~t i i •' - ^v pi prises urea[f j ] and thioureay^ftd-a-mixt-ure -thereof. 

32. (Previously presented) A method of soiuhHising at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim 19, further comprising adding a. 
detergent to the mixture. 

33. {Previously presented) A method of solubilising at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim 32, wherein the detergent is selected 
from the group consisting of 3-(4-heptyl) phenyl 3 -hydroxy propyl dimethyl ammimo propane 
sulfonate (C7Bz0) and tetradecanoylamido propyl dimethyl ammonio propane sulfonate (ASB 
14). 

34. (Previously presented) A method of solubilising at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim 19, further comprising reducing the 
at least one proteinaceous macromolecule, wherein the reducing comprises contacting the at least 
one proteinaceous macromolecule with a reducing agent selected from the group consisting of 
dithiothreitol (DTT), tri-n-butylphosphine (TBP), beta-mercaptoethanoL iodoacetamide, and a 
mixture thereof. 

3 5. (Currently amended) A method of solubilising at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim [[36]] 34, further comprising 
alkylating the at least one proteinaceous macromolecule, wherein the alkylating comprises 
contacting the at least one proteinaceous macromolecule with an alkylating agent selected from 
the group consisting of iodoacetamide, vinyl pyridine, aery 1 amide, iodoacetic acid and a mixture 
thereof. 

36. (Previously presented) A method of solubilising at least one proteinaceous macromolecule 
comprised by a biological sample in accordance with claim 19, wherein the solubilising occurs 
without substantial acid-induced hydrolysis of the at least one proteinaceous macromolecule. 

3 7. (Previously presented) A. method of forming an extract of a biological sample comprising at 
least one proteinaceous macromolecule, the method comprising: 

solubilising at least one proteinaceous macromolecule comprised by a biological sample 
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in accordance with the method of claim 19; and 

precipitating the at least one protemaeeous macromolecule to form a precipitate. 

38. (Currently amended) A method of forming an extract in accordance with claim 37 wherein 
the precipitating comprises adding to the mixture a precipitating agent selected from the group 
consisting of ammonium sulfate, polyethylene glycol (PEG) and an organic solvent s ele ct e d 
fr^4l^-gf^-e^kti«g-ef -n^etMnetv-gee t o n e aad a mixture thereof. 

39. (Previously presented) A method of forming an extract in accordance with claim 38, further 
comprising resuspending the precipitate. 

40. (Previously presented) A method of forming an extract in accordance with claim 39, wherein 
the resuspending the precipitate comprises resuspending the precipitate in an extraction solution, 
wherein the extraction solution is selected from the group consisting of an organic acid buffer, an 
inorganic acid buffer, an amino acid solution, and a mixture thereof. 

41 . (Previously presented) A method of forming an extract in accordance with claim 40, wherein 
the extraction solution is an acidic aqueous solvent having a pH of about pH 1.0 to about pH 6.0. 

42. (Previously presented) A method of forming an extract in accordance with claim 40, wherein 
the extraction solution has a pH of about 7.0. 

43. (Previously presented) A method of forming an extract in accordance with claim 40, wherein 
the extraction solution has an alkaline pH. 

44. (Previously presented) A method of forming an extract in accordance with claim 40, wherein 
the extraction solution has a pH of 1 0.4. 

45. (Previously presented) A method of forming an extract in accordance with claim 39, further 
comprising reducing the at least one protemaeeous macromolecule, wherein the reducing 
comprises contacting the at least one proteinaceous macromolecule with a reducing agent 
selected from the group consisting of dithiothreitol (DTT), tri-n-butylphosphine (TBP), beta- 
mercaptoethanol, iodoacetamide, and a mixture thereof 

46. (Previously presented) A method of forming an extract in accordance with claim 45, further 
ip ill i the at least one proteinaceous macromolecule, wherein t 1 < f ig 

comprises contacting the at least one proteinaceous macromolecule with an alkylating agent 
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selected from the group consisting of iodoacetamide, vinyl pyridine, aeryiamide, iodoaeetic acid 
and a mixture thereof. 

47. (Previously presented) A method of forming an extract in accordance with claim 19, wherein 
the disrupting comprises incubating the mixture. 

48. (Currently amended) A method of solubiHsing at least one proteinaceous macromolecule 
comprised by a biological sample, the method comprising: 

(i) forming a mixture comprising a biological sample comprising at least one 
proteinaceous macromolecule, a buffer and a detergent {^te6ted-#em-^-fflOBp--gettStstiBg-<?f-a 




and pH 7; and 

(ii) disrupting the biological sample in the presence of the buffer and the detergent, at a 
pH between about pH 1.0 and pH 7. 

49. (Previously presented) A method in accordance with claim 48, wherein the pH is between 
about pH 2 to about pH 5. 

50. (Previously presented) A method in accordance with claim 48, wherein the detergent is 
selected from the group consisting of 3-(4-heptyl) phenyl 3 -hydroxy propyl dimethyl amrmnio 
propane sulfonate (C/BzO), and tetradecanoylamido propyl dimethyl ammonite propane sulfonate 



51. (Previously presented) A method in accordance with claim 48, wherein the mixture further 
comprises a chaotropic agent. 





*en-t-and- 



lic detergent., at a pH between about pH 1.0 



(ASB 14). 
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